Diploids homozygous for in situ HaloTag fusions and pdr5∆ were constructed by mating the appropriate haploids. To construct pTSK405, TRP1 gene was replaced in pTSK241 (1) with URA3 SacII/SacI fragment, amplified from yeast genomic DNA by PCR, using oligoes T682 and T683 (see Supplementary Table S2 for all primer sequences). For C-terminal in situ fusion to ACE1, 3X-GFP was amplified from pTSK405 using primers T695 and T697. To construct pTSK561, NotI-SacII fragment with HaloTag was PCR amplified from pFC15K HaloTag CMVd1 Flexi Vector (Cat. No.:
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SUPPLEMENTARY MATERIALS AND METHODS
Strains and plasmids
Diploids homozygous for in situ HaloTag fusions and pdr5∆ were constructed by mating the appropriate haploids. To construct pTSK405, TRP1 gene was replaced in pTSK241 (1) with URA3 SacII/SacI fragment, amplified from yeast genomic DNA by PCR, using oligoes T682 and T683 (see Supplementary Table S2 for all primer sequences). For C-terminal in situ fusion to ACE1, 3X-GFP was amplified from pTSK405 using primers T695 and T697. To construct pTSK561, NotI-SacII fragment with HaloTag was PCR amplified from pFC15K HaloTag CMVd1 Flexi Vector (Cat. No.:
G1601, Promega, USA) using T900 and T901 and inserted into pTSK405, replacing 3x GFP. For Cterminal in situ fusions with URA3 selection, HaloTag was amplified from pTSK561 using T886 and T887 for HHT1-HaloTag, or T961 and T962 for HSF1-HaloTag, or T695 and T697 for ACE1-HaloTag fusions. All the fusions were verified by diagnostic PCR. For PDR5 deletion, LoxP-KanMX-LoxP cassette was amplified from pUG6 (2) using T518 and T519 and transformed into wild-type yeast strain. Transformants were verified by diagnostic PCR.
Media and growth conditions
Yeast cultures were grown at 30 o C unless stated otherwise in YPD or CSM, as described. For SMT, CSM+SC media (CSM+6.5 mg/ml sodium citrate) was used. 200 µg/ml of G418 were added to YPD for KanMX marker selection. For growth curves, cells were grown overnight to saturation and then diluted into 50 ml of fresh YPD in 500 ml flask at OD600 0.1 and grown with aeration. OD600 was measured every two hours. For copper sensitivity assay, cells were grown overnight to saturation in CSM, then diluted into fresh CSM, and grown for 6 hrs (until OD600 reached 0.8 to 1). Ten-fold serial dilutions were made in standard 96 well plate, from which diluted cultures were spotted onto the CSM plates with different concentrations of the CuSO4 (0 µM, 100 µM, 250 µM, 500 µM) using a Replica Plater (Sigma, USA, Cat. No.: R-2383-1EA). Plates were incubated at 30ºC for 48 hrs and images were captured using a standard gel-documentation system. For HS experiments, cells were grown at 25ºC. After labeling the log phase cells with HaloTag ligand, cells were concentrated by centrifugation, and resuspended in 25 µl of CSM+SC media in a thin-walled glass tubes (Thermo Scientific, Cat no.:
14-961-26). The tubes were incubated in a 39ºC water bath for 15 min before imaging.
RNA extraction and quantification by qPCR:
RNA preparation was performed as described (1). cDNA was prepared using the iScript cDNA synthesis kit (BioRad, Inc. Cat no.: 1708891) starting with 1 mg of total RNA. Quantitative real-time PCR (Q-PCR) was performed as described (1). Primers used for the quantification of CUP1 are T531
and T532. For normalization of CUP1 cDNA, the following TUB1 gene specific primers were used:
TUB1F and TUB1R. To confirm the absence of contaminating genomic DNA in cDNA preparations, reverse transcriptase negative (-RT) samples were used as a control, which produced the Ct value difference of ≥15 cycles between "-RT" and "+RT" samples, indicating negligible amount of genomic DNA contamination in cDNA samples. This experiment was repeated thrice and qPCR was performed in duplicates.
HILO imaging system used in these experiments is based on an Olympus IX81 inverted microscope 
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